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(54) Biological fluid analyzing device and method 

(57) The biological fluid analyzing device lor analyz- 
ing biological fluid by measuring optical characteristics 
ol a sample has a sample receiving port and a pump con- 
nection port. Between the sample receiving port and the 
pump connection port the analyzing device has either a 
combination of at least one sample-treating chamber 
e.g. three chambers and at least one optical -measuring 
chamber e g . two chambers, or a combination of at least 
one sample-treating chamber, at least one optical-meas- 
uring chamber and at least one waste liquid reservoir. 
The sampte receiving port is connected with one sample- 
treating chamber; the pump connection port ts con- 
nected with a pathway or waste Kquid reservoir; and the 
sample-treating chamber and opbcaJ rneastxing cham- 
ber are interconnected with the pathway, or the sample- 
treating chamber, optical-measuring chamber and waste 
liquid reservoir are interconnected with the pathway. This 
construction allows a series ol reaction steps to be per- 
formed without being affected by physical properties of 
a liquid sample and thereby assures high level of preci- 
sion in analyzing the liquid sample This constructions 
also enables measurements to be made easily. 
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Description 

BACKGROUND OF THE INVENTION 
5 ReMofthe Invents 

The present invention relates to a disposable analyzing device and a method using such a device for a simple 
analysis of the components of biological fluid such as glucose, triglyceride, uric acid, cholesterol and HbAlc. 

io prior Art 

A disposable dry analyzing device, which can take measurements easily, has found wide use in the analysis of the 
components of biological fluid, particularly for humans. 

An early type of the simple analyzing device is what is generally called a lest paper," which is made by impregnating 
is a fitter paper with a reagent for reaction and then drying the impregnated fitter paper. For analysis, the test paper is 
immersed in a sample and, after a predetermined time, the color of the fitter paper surface is visually checked. This 
method, however, has a limit of precision dictated by un evenness of the f ilter paper itself and therefore has mainly been 
used for detecting the (Half quantitative assay) components in urine. 

Attempts have also been made to utilize the test paper for analysis of components in blood. Because the blood 
20 analysis requires additional processes such as washing and/or blotting for removing blood cells, and because the accu- 
racy problem due to un evenness of filter paper itself cannot be overcome, the precision attained is not satisfactory despite 
the use of a dedicated apparatus. 

Disclosed for the analysis of in-Wood components that requires high level of precision is a lest film" (Japan Patent 
publication No. 49-33800) that is applied for simpirfied measurement of blood sugar The test film" is made by applying 
26 a reagent for reaction, together with a reagent carrier called a binder, to a plastic film and then drying them. Although it 
overcomes the un evenness of the filter paper, an early type of the test film requires a step of wiping off blood ceHs 
remaining on the test film. This brings in a problem of variations among persons who take measurements. As a result, 
a sufficiently high level of accuracy was not attained with the test film. 

In a multi-layer test film using a lamination technology such as photographic film technology, when whole blood is 
applied to the film , the corpuscle component is removed by a corpuscle removing layer, with only the plasma component 
of the blood moving into a reagent layer where it reacts with the reagent and produces a color dye. Next a light is 
projected upon the sample from the opposite side of the sample applying section, and the intensity of bght reflected from 
a light reflection layer provided between the reagent layer and the corpuscle removing layer is measured. Although it 
has achieved a level of accuracy that could not be realized with the conventional dry analyzing device, this test 11m has 
35 a drawback that because the section for radiating a measuring beam overlaps a separated area where corpuscles exist, 
the analysis precision is not free from optical effects of the overlapped sections and moreover from effects of physical 
properties such as viscosity of the sample (Japan Patent Laid Open No. 5-273207. 2-208565 and Publication No. 53- 
21677), 

The structure and the precision of test pads have made remarkable improvements in recent years but not to an 

40 extent that satisfies the requirements of clinical examinations. One of the reasons for this is that the carrier for reagent 
used in the dry analyzing device has a matrix structure. That is, when a liquid sample spreads itself into the matrix, 
differing physical properties of the liquid sample such as viscosity may result in variations in the rate and amount of 
infiltration into the matrix. This may change the amount of sample per unit area and the degree of swelling of the carrier 
matrix, which in turn changes the thickness of layer, causing variations in an optical signal at the time of measurement 

45 and thereby degrading the accuracy of the measurement. 

In order to prevent deterioration of precision due to variations in the amount of the sample and the thickness of the 
test pads caused by differing physical properties of the liquid sample, a test cassette is disclosed, in which reagent is 
placed in a plastic container (Japanese patent Laid-Open No. 60-238761). In this test cassette, the sample is succes- 
sively transferred by centrifugal force to small chambers in the cassette assigned with roles corresponding to respective 

so layers of the multi-layer test film. Measurement is made by a optical-measuring cell. Because the cell has a fixed pre- 
determined thickness, measurements can be made with high precision. The test cassette, however, has the drawback 
that because a centrif ligation process is required, the apparatus for measuring the test cassettes becomes large and 
produces noise and the production of the cassette having a plurality of small chambers is costly. 

An analyzing device utilizing capillary action, whereby liquid is absorbed, is disclosed in Japan Patent Laid-Open 

55 No. 62-129759. This device uses capillary forces in moving the liquid to a plurality of chambers. The liquid transfer control 
using the capillary force is performed by an energy orienting ridge provided in a flow path and by an open-close means 
at an inlet Although it offers the ability to determine the amount of liquid by the capacity of the chamber provided in the 
capillary flow path, this method has a drawback that because the speed of transfer depends on the viscosity and surface 
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tension of the liquid, the processing time cannot be controlled precisely Another problem is that the fabrication is complex 
because this method requires the energy-orienting ridge and surface machining tor control of capillary flow. 

In these dry analyzing devices, if a biological fluid is used as a sample without being diluted, the possibility cannot 
be ruled out that glucose, cholesterol and triglyceride in the sample may not be fully oxidized by the oxidizing enzymes 
because of tack of oxygen dissolved in the sample, stopping the reaction. 

SUMMARY OF THE INVENTION 

Under the circumstances mentioned above, it is the object of this invention to provide a biological fluid analyzing 
device and a method using such a device, which can attain a high level of precision in analyzing a Squid sample through 
a series of reaction and measuring steps without being affected by physical properties of the sample and which allows 
measurements to be made easily. 

To achieve the above objective, the present invention has been accomplished through vigorous research. A first 
aspect of this invention is characterized by a biological fluid analyzing device for making a biological fluid analysis by 
measuring optical characteristics of a treated sample, and also by a biological fluid analyzing method using such a 
device. The biological fluid analyzing device comprises: a sample receiving port; a pump connection port; between the 
sample receiving port and the pump connection port, either a combination of at least one sample-treating chamber eg . 
three chambers and at least one optical treasuring chamber e.g. two chambers or a combination of at least one sample- 
treating chamber, at least one optical-measuring chamber and at least one waste liquid reservoir chamber, and a pathway 
connecting aU these chambers. The biological fluid analyzing method using such a device comprises the steps of: apply- 
ing a sample to the sample receiving port; moving the sample in a predetermined order by suction or pressure from a 
pump connected to the pump connection port; treating the sample with reagents applied to the sample-treating chamber 
and to the sample; moving the treated sample to the optical-measuring chamber provided near the sample-treating 
chamber; and measuring optical characteristics of the treated sample. 

A second aspect of this invention is that the above-mentioned biological fluid analyzing device further includes a 
gas-permeable fnm and an air layer isolated by the gas-permeable f im, both provided in at least one sample-treating 
chamber e.g. three chambers. 

A third aspect of this invention is characterized by a blood corpuscle separating method. The blood corpuscle sep- 
arating method uses the biological fluid analyzing device which further includes a blood corpuscle separating portion 
that comprises: a titer through which blood corpuscles cannot pass and an air hole formed as required in the pathway 
at a point following the filter, whereby the fitter is installed under the sample receiving port with its outer periphery securely 
held by a stepped retainer portion. Using this analyzing device, the blood corpuscle separating method performs the 
steps of applying whole Wood onto the sample recerving port, drawing in the sample by suction from the pump connection 
port, and separating the blood corpuscles through the Wood corpuscle separating portion. 

Wrth this construction, the sample, as it is transferred from one chamber to another, undergoes a series of prede- 
termined processes including preprocessing such as blood corpuscle separation, reaction process, reaction stop proc- 
ess and optical-measuring process to produce data on the measured light representing the optical characteristics of the 
sample. Because the liquid ample is transferred by mechai^ 

influences of physical properties of the sample such as viscosity but also the flow of liquid can be controlled precisely 
Further, this construction allows the sample to be moved in the reverse direction easily. The gas-permeable film and the 
air layer supply oxygen to help the oxidizing enzyme. Furthermore, because the biological fluid anaryzing device is used 
as a disposable device that can be discarded after use. it is advantageous in terms of ease of use and cleanliness. 

DETAILED DESCRIPTION OF THE PREFERRED EMBODIMENTS 

ErrtxxJiments of the biological fluid analyzing device of this invention are described. 

The biological fluid analyzing device has a sample receiving port a pump connection port and, between these ports, 
a combination of at least one sample-treating chamber e.g. first, second and third chambers and at least one optical- 
measuring chamber e.g. first and second chambers or a combination of at least one sample-treating chamber, at least 
one optical-measuring chamber and at least one waste liquid reservoir, and also a pathway, which can be optionally a 
capillary, connecting aU these. The number of sample-treating chambers and the optical-measuring chambers can be 
increased or reduced as required. The sample-treating chambers may be modified to work as optical -measuring cham- 
bers as well The waste liquid reservoir may be added as necessary depending on the items to be measured . Alternatively 
the pathway is directly connected to the pump connection port without providing a waste liquid reservoir 

The biological f bid analyzing device of this invention includes an upper plate and a lower plate. The upper plate is 
formed with the sample receiving port and the pump connection port The sample-treating chamber and the optical- 
measuring chamber, or the sample-treating chamber, the optical-measuring chamber and the waste liquid reservoir, 
and the pathway connecting these may be provided either in the upper plate or in the lower plate, as long as they are 
formed when the upper and lower plates are combined into the biological fluid analyzing device. In one embodiment the 
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biological fluid analyzing device has a lower plate which has the sample-treating chamber, the optical-measuring cham- 
ber and the waste liquid reservoir 

There are no restrictions on the size, shape or material of the biological fluid analyzing device, and the only require- 
ment is that the device be so sized as to be accommodated in common easy operational dinicaJ test apparatuses. 

5 Preferable materials include such plastics as polyester, polyethylene, polypropylene, polystyrene, polyvinyl chloride and 
ABS Desired shapes of the device can be obtained easily if these materials are used. The use of a light-transmissjve 
material allows the measurement of light to be performed easily. 

The device needs only to have a capacity enough to receive 1 0-50 jil of biological fluid, such as whole blood, as a 
sample and to allow injection of a sample-treating reagent in each sample-treating chamber. The waste liquid reservoir 

w is preferably larger in volume than the sample received so that the biological fluid after having been subjected to meas- 
urement is not sucked into the pump. The pathway which connects these chambers and reservoir should be as small 
as posstofe, as long as such movement as drawing or compressing by a pump is not hindered. The pump moves the 
sample by drawing out or compressing air present inside the device and may use a microsyringe. 

Measurement of optical characteristics may be made by applying light having a particular wavelength e.g. of 300- 

15 800 nm to the sample e.g. by use of a light emitting diode, tungsten tamp, xenon flash! amp or mercury lamp. Either 
transmitted light or reflected light may be applied to the sample. When transmitted light is measured, the optica*- meas- 
uring chamber is made of a optk^-trartsmisstve material; and when reflected light is used, either the upper or lower 
surface of the optical-measuring chamber is made of a light-reflective material with the remainder formed of a light- 
transmissive material . The Nght-ref lective material is e.g . a plastic film mixed with white pigment such as titanium dioxide. 

20 In more concrete terms, the biological fluid analyzing device may have formed of a light-reflective material at least a 
portion of the upper plate mat corresponds to the optical -measuring chamber and have formed of a tight-transmi&srve 
material at least a portion of the lower plate thai corresponds to the optical -measuring chamber; another device may 
have formed of a iight-transmissive material at least a portion of the upper plate that corresponds to the optical-measuring 
chamber and have formed of a light-reflective material at least a portion of the lower plate that corresponds to the optical- 

25 measuring chamber; and still another device may have formed of a Iight-transmissive material at least portions of the 
upper and lower plate that correspond to the optical-measuring chamber. 

A first embodiment of the biological fluid analyzing devices is now explained. 

The sample is applied to the sample receiving port and then drawn into the interior of the device by drawing the air 
out of the device by a pump connected to the pump connection port. In a first sample-treating chamber, substances that 

30 may hinder reaction with an object substance or cause measurement errors are removed from the sample. Removal of 
interfering substances for each measurement item and of intrinsic substances may be achieved by methods known in 
this field. For example, ascorbic acid, a typical interfering substance for biochemical it ems. may be removed by preparing 
one of the sample-treating chambers as an interfering substance removing area. e.g. by applying a liquid containing 
asoorbate oxidase and drying beforehand. Here, it is also possible to remove any intrinsic ammonia that may cause 

35 background interference when measuring blood urea nitrogen (BUN) and creatinine. Then, in a first optical-measuring 
chamber the blank value of the optical characteristic of the sample is measured; in a second sample-treating chamber 
the sample is made to react with a reagent already applied in this chamber; and after this, the optical characteristics are 
measured in a second optical-measuring chamber. Measurement of optical characteristics in the optical-measuring 
chambers is done either by measuring the transmitted light with the optical -measuring chamber disposed between the 

40 light source or the light-receiving section or by making one of the upper or lower surfaces of the measuring section light- 
reflective, using this as a reflector and measuring the reflected light as by an Integrating sphere from the opposite side. 

A sample-treating chamber may also be used as a reaction stop cell. Because enzymes act as catalysts, the enzyme 
continues to react with the substrate in the sample under appropriate conditions as long as there is substrate present. 
Hence, stopping the reaction after elapse of an appropriate time is advantageous not only for shortening the time but 

45 also for reducing the amount of substrates consumed for reaction. When this invention is applied to an apparatus that 
can take measurements of a plurality of analyzing devices at one time, the measurement timings may overlap depending 
on the combination of the devices. In such a case, by stopping the reaction by this reaction stop cell, measurement can 
be taken at any desired time. Any of the sample-treating chambers can be made a reaction stop celt by putting in it an 
enzyme reaction inhibitor to prevent reaction in a reaction liquid from endlessly continuing, or an acid, alkaJt or buffer 

so liquid to adjust the pH of the reaction liquid into a non-reactrve pH region. 

A second embodiment of this invention will now be described. What differs from the first embodiment is that only 
one optical-measuring chamber is provided. In this analyzing device, the blank value of the optical characteristic of the 
sample not yet reacted is measured in the first optical-measuring chamber. The sample is then moved to the second 
sample-treating chamber where it is reacted with a reagent to produce a colour. The coloured-sample liquid is transferred 

55 by the pump back to the first optical -measuring chamber again where the optical characteristic is measured once more. 
This method uses onhy one optical-measuring chamber and thus can eliminate errors between different optical-meas- 
uring chambers and reduce the cost of making a dedicated measuring apparatus. 



4 
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A third embodiment wiH now be described . By making the first sample-treating chamber following the sample receiv- 
ing port an area for separating and removing only the corpuscle component from whol e blood, rt is posstoJe to use whole 
blood as a sample 

A spacer is used to assemble this third embodiment. A spacer made of a plastic film which has sample-treating 

5 chambers and optical-measuring chambers in the form of through-holes is held between an upper plate and a tower 
plate. The plastic film may be flexible and may be made of polyester. That is, the spacer damped between the upper 
plate and the lower plate has formed as through-holes therein, between the sample receiving port and the pump con- 
nection port, a cornbination of at least one sample-treating chamber, namely three and an optical-measuring chamber, 
(or a cocnbtnation of at least one sample-treating chamber, optical-measuring chamber) and waste liquid reservoir, and 

10 also a pathway connecting all these. The sample receiving port and the pump connection port may be formed either in 
the upper plate or lower plate, or may be formed in the spacer portion at the side surface or edge of the device. An 
opticaJ -measuring window may be formed by making both the upper and lower plates tiglTt-transmissive or making one 
of them fight -reflective so that transmitted or reflected light can be measured. 

The sample such as whole blood, after being applied onto the sample receiving port is led into the analyzing device 

is by a pump connected to the pump connection port drawing air out of the device. The sample is separated into components 
and corpuscle components removed in the first sample-treating chamber, with only the plasma (blood serum) component 
transferred to the second sample-treating chamber, which is an interfering substance eliminating region. 

Separating blood cells from the whole blood may be achieved by attaching a glass filter or a matrix impregnated 
with lectin to the first sample-treating chamber to make the chamber a cor pusd e-separating region. Alternatively, the 

20 segregation capability may be produced or enhanced by providing a fitter below the sample receiving port That is, the 
biological fluid analyzing device may have below the sample receiving port a corpuscle-separation region made of a 
fitter that blocks passage of bfood cells and which is held at its periphery by a retainer e.g. having a step. Although there 
is no restriction on the pore size of the filter, the fitter pore size should preferably be such as will pass plasma but not 
blood cells. Among preferred f Iters are a membrane filter and a glass filter that use synthetic resin, such as a cellulose 

25 acetate titer and a polyf luoroethytene filter; It is more desirable to use a membrane filter which has inclined pores with 
pore sizes differing between the upper and lower surfaces. 

A corpuscle-separating portion erf the analyzing device, consists of a f Bter with a corpuscle-separating function 
installed below the sample receiving port and an air hole formed in the pathway at a point following the f iter. 

For blood cell separation, the whole blood is applied onto the sample-receiving port and allowed to penetrate into 

30 the fitter. Air is drawn out from the pump-connection port to cause the plasma to seep through the outer periphery of 
the filter and flow in the pathway. The plasma can then be subjected to a series of measurements. If a reagent, which 
reacts with an object component in the plasma to produce a odour, is supplied into the pathway and then dried before- 
hand, it is possible to determine the concentration of an object substance while drawing in the plasma. 

When a filter having a corpuscle-separating capability is provided under the sample-receiving port it is one of the 

35 recommended practices to form an air hole in the pathway at a point following the titer. When blood cells are to be 
separated, this air hole is closed to enable the plasma to be drawn in by the pump. When moving the sample thereafter, 
the air hole is opened to make the flow of plasma smooth. 

The retainer portion holds the outer periphery of the liter and is designed not only to clamp the filter between the 
upper and lower plates but also to make smalt the pores in the clamped portion of the titer and thereby prevent leakage 

40 of blood cells improving the effectiveness of separation between bfood cells and plasma. The retainer portion has two 
steps that contribute to firm holding of the outer periphery of the filter. The height of the portion where the filter is installed 
and the height of the portion that holds the fitter can be adjusted according to the filter used. 

The f irter-instaltation portion may take any desired shape, but considering the ease with which the sample flows into 
the pathway, ease of installing the f iter in place and ease of machining, a circle or square is most preferred. As to the 

45 shape of the sample-receiving port to which the whole blood is applied, a circular or square one is preferably from the 
viewpoint of ease of use and machining. 

In the third embodiment the second sample-treating chamber into which the plasma was transferred acts as an 
interfering substance removing region, which eliminates substances that interfere with the reaction with the object sub- 
stance or which can cause measurement errors. Removal of interfering substances for each measurement item and of 

so intrinsic substances may make use of methods known in this field. For example, ascorbic acid, a typical interfering 
substance for biochemical items, may be removed by installing a matrix containing ascorbate oxidase in the interfering 
substance removing region or by applying a liquid containing ascorbate oxidase onto the interfering substance removing 
region and drying rt 

It is also possible in this chamber to remove any intrinsic ammonia that may cause background interference when 
55 measuring blood urea nitrogen and creatinine. Then, in the first optical-measuring chamber the blank value of the sample 
is measured. In the third sample-treating chamber the liquid sample is reacted and then transferred back to the first 
optical-measuring chamber where the optical characteristic after the reaction is measured. Measurement of optical 
characteristics in the first optical-measuring chamber is done either by measuring the transmitted light with the first 
optical-measuring chamber disposed between the light source and the light-receiving section or by making the upper 
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plate light-reflective, using this as a reflector and measuring the reflectivity as by an integrating sphere from the lower 
plate side. 

fn this ernbodi merit using the spacer, because the thickness of the first optical-measuring chamber is equal to that 
of the spacer, it is possible to adjust the light path length in the ootical-rneasuring chamber by measuring the optical 

s characteristic of the spacer through an optical characteristic measuring chamber to determine the thickness of the spacer 
and by taking the thickness of the spacer as the thickness of the optral-measuring chamber in adjusting the optical path 
length. The reference window for correcting the optical characteristic need not be formed as a window but need only be 
secured as a region in which to measure the optical characteristics of the spacer as long as it is located near the optical- 
measuring chamber. By aUowng the thickness of the optical -measuring chamber to be corrected in this way, the analyzing 

10 device can easily be adapted for individual samples. 

Further, depending on the measurement items, the thickness of the optical -measuring chamber may need to be 
reduced because the concentration of an object substance in the sample may be too high and the light absorbing capa- 
bility of the colored liquid thus may be too high. In such a case, an adjuster may be provided, which can reduce the 
thickness of only the optteaJ-measuring chamber. The adjuster may be flexible and may be made of polyester, In such 

is a fourth embodiment of the invention the bidogicaJ fluid analyzing device has a spacer and an adjuster under the spacer, 
both damped between the upper plate and the lower plate. The spacer has formed as through-holes a cornbinatiori of 
sample-treating chamber and optical -measuring chamber or a combination of sample-treating chamber, optical-meas- 
uring chamber and waste liquid reservoir, and a pathway connecting all these. The adjuster arranged beneath the spacer 
has formed as through-holes a oxrtoination of sample-treating chamber and optical-measuring chamber or a combina- 

20 ton of sample-treating chamber, optical-measuring chamber and waste liquid reservoir, and a pathway connecting all 
these, with the optical-measuring chamber formed greater than that of the spacer. The biological fluid analyzing device 
may further include an optical characteristic correction region. 

The adjuster has the same shape as the spacer except for the first optical-measuring chamber and the optical 
characteristic correction reference window. The optical-measuring chamber in the adjuster is larger than that of the 

25 spacer. When the optical-measuring chamber of the adjuster is pressed by a light source or light-receiving portion from 
the lower plate side, the tower plate comes into contact with the spacer so that the light path length at the time of 
measurement becomes equal to the thickness of the spacer. Further, because the portion of the adjuster corresponding 
to the reference window is a through-hole, the adjuster cannot be seen from the reference region . The adjuster therefore 
does not affect the measurement of the spacer thickness. 

ao A device having an oxygen -supply portion will now be described. This analyzing device consists of an upper plate 
and a lower plate. The upper plate is formed with a pathway, and the lower plate with a gas-permeable film and an air 
layer. The gas-permeable film and the air layer may be provided in the upper plate or in both upper and lower plates 
with the pathway interposed therebetween. 

The gas-permeable film is preferably porous and hydrophobic and may use, for example, nonwoven fabric and 

35 membrane f Ster formed of polytetrafluoroethylene (PTFE), cellulose-mixed polyethylene, potyfluorovinylidene and poly- 
carbonate. 

Example measurements using the analyzing device of this invention are presented in the following, 
(Example 1) Measurement of uric acid 

40 

Uric acid was measured by using the analyzing device of this invention of the first embodiment. Measurement of 
optical characteristic was made by an apparatus that uses a tungsten lamp as a light source and which has a lens, a 
slitter and an interference filter installed between tine light source and a light detector. The apparatus can convert the 
output of the detector into the optical density. This apparatus also permits display of concentration according to a cali- 
45 oration curve defined separately In the succeeding examples, too, the optical characteristics were measured by this 
apparatus. 

Sizes of regions in the analyzing device and reagents used: 

50 



Height of pathway and chamber region: 
volume of first sample-treating chamber: 



200 pm 
30 |jU 



55 
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30 of a solution with the following composition is applied into the first sample-treating chamber and dried. 



Ascorbic acid oxidizing enzyme: 


5KU/ml 


Sodium alginate: 


0.2 wt% 


o-Phenylenediarrwne: 


15 mM 


0.1M Phosphate buffer solution: 


pH7 


Volume of first optical-measuring chamber: 


10 pi 


Volume of second sample-treating chamber: 


20 p} 



20 |it of a solution with the following composition is applied into the second sample-treating chamber and dried. 



Urease: 


100 U/rrrt 


POD (peroxidase): 


100 UAnf 


Sodium alginate: 


0.2 wt% 


0.1M phosphate buffer solution: 


pH7 


Volume of second optical-measuring chamber: 


10jil 



Procedure of measurement: 

50 nl of aqueous uric acid solution was applied onto the sample-receiving port and was drawn into the 
analyzing device and treated according to the following sequence. The wavelength of the light beam to be measured 
was 440 rm 
Liquid feeding sequence: 



Step 

Operation time (sec) 



A1 



B1 
30 



C1 



D1 
90 



E1 



F1 



Suction rate QuVsec) 



At rest 



At rest 



At rest 



NOTE: 

A1 : Sample is introduced in the first sample-treating chamber. 
B1 : Ascorbic acid is decomposed for 30 seconds. 

C1 : Sample is introduced in the first optical-measuring chamber and the second sample-treating chamber. 
D1 : Sample Wank value is determined in the first optical-measuring chamber, and then in the second sample- 
treating chamber color generation reaction is performed. 
El : Reaction liquid is introduced into the second optical-measuring chamber. 
F1 : Optical density of the treated liquid is measured. 
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Results of measurement: 



Aqueous Uric acid solution 


No, of measurements 


OD 


Standard deviation 


Coefficient of variation (%) 




5 


0.445 


0.008 


3.2 


Smgttl 


5 


0.850 


0.014 


2.1 


NOTE: 










00: Optical density 










Average of difference (OD3bOD3a) between the sample blank value (OD3a) in the first optical-measuring chamber 


and the light-measured value (OD3b) in the second optical-measuring chamber. 





10 



15 



20 



By using the biological fluid analyzing device of this invention, reliable results, low in standard deviation and coeffi- 
cient of variation, were obtained. 



(Example 2) Measurement of glucose in blood. 

By using the analyzing device of the second embodiment, measurement was taken of glucose in blood. 
26 - Sizes of regions in the analyzing device and reagents used: 



Height of pathway and chambers region: 
Volume of the first sample-treating chamber: 



100 jim 
30 ^l 



30 jil of a solution with the following composition is applied into the first sample-treating chamber and dried. 



35 



40 



45 



Ascorbic acid oxidizing system: 
NAD: 

WST-3 (produced by Dojindo Laboratories): 

[2H4-kx»ophenyi)-3-(2 ,4-dinitrcphenyl) -5-(2,4-disurfophenyf)-2H-tetrazolium] polyvinylpyrrolidone 

0.1M phosphate buffer solution: 

Volume of second sample-treating chamber: 



5KU/ml 
7.2 wt% 
10.5wt% 
0.2 wt% 
pH 7.5 
20 |iJ 



A solution (20 uil) having the following composition was applied to the second sample-treating chamber and 



50 



Glucose dehydrogenase 


4KU/ml 


Diaphorase: 


2 KU/ml 


Polyvinylpyrrolidone : 


0.2 wt% 


0. 1 M Phosphate buffer solution : 


pH7.5 
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Procedure of measurement: 

The glucose concentration in plasma was measured by hexokinase-gtucose 6-phosphate dehydrogenase 
ultraviolet method, 

50 til of plasma that was extracted by certtrrfuging whole blood was applied onto the sample-receiving port, and 
was drawn into the analyzing device and treated according to the following sequence. The wavelength of the light 
beam to be measured was 560 nnv 
- Liquid feeding sequence: 



Step 


A2 


B2 


C2 


D2 


E2 


F2 


Operation time (sec) 


6 


30 


6 


120 


2 




Suction rate (iil/sec) 


5 


At rest 


5 


At rest 


-5 


At rest 



NOTE: 

A negative number of the suction rate represents a reverse feeding of sample. 
A2: Sample is introduced into the first sample-treating chamber. 
B2: Ascorbic acid in the sample is decomposed. 

02 Sample is introduced into the first optical- measuring chamber and the second sample-treating chamber. 
D2: Sample blank value is measured in the first optical-measuring chamber and at the same time the sample 
is treated in the second sample-treating chamber. 

E2: A part of the reaction Hquid in the second sample-treating chamber is returned under pressure to the first 

optical •measuring chamber. 

F2: Optical density of the treated liquid is measured. 



Results of measurement: 



Glucose concen- 
tration in plasma 


No. of measurements 


OD 


Standard deviation 


Coefficient of variation (%) 


81 mgjdl 


5 


0.473 


0.004 


2.31 


300mg/dl 


5 


0.953 


0.010 


1,53 


NOTE: 

OD : Optical density 

Average of difference between the sample blank value in the first optical -measuring chamber and the 
measured value of treated solution. 



Conclusion: 

By using the biological fluid analyzing device of this invention, reliable results, low in standard deviation and coeffi- 
cient of variation, were obtained. 

(Example 3) Measurement of hemolyzed sample 

In the process of measuring glucose in blood by using the analyzing device of the second embodiment of the inven- 
tion, the effect that correction based on the sample blank in the first optical-measuring chamber has on the measurement 
of a hemolyzed sample was checked. The sample used is a plasma containing hemogtobin (produced by International 
Reagents Cooperation, "interference check**). The measurement was taken at a wavelength of 560 nm. Three meas- 
urements were taken and averaged. 
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Results of measurement: 



Hemoglobin concentration (mg/dl) 


OD after reaction (A) 


OD tor sample blank (B) 


A- B 


0 


0.695 


0.298 


0.397 


100 


0.739 


0.343 


0.396 


300 


0.348 


0.447 


0.401 


500 


0.946 


0.547 


0.399 



(Reference 1) Relationship between the polyester flm thickness and optical density 

The relation between the thickness of red polyester film (Y), 50 \ur\ r 100 pun. 188 jam, and optical density (X) is as 
follows. The wavelength at which to measure optical density is 540 nm. 

Y50 (50 iim-thick polyester film) . 115 022X50+1 .999 y » 0.9882 

Y100 {100^nvthick polyester film) = 1 15.070X1 00+8.483 y=0.9880 

Y188 (188»im-thick polyester f»m) = 116.532X188-1.515 y=0.9770 

Measuring instrument: 

For thickness: Electronic micrometer "Hakattaro" produced by Seiko EM. 
For optical density: U3210 spectrophotometer produced by Hitachi Ltd. 

(Example 4) Measurement of uric acid in Wood 

The result of measurement of uric acid in blood using the analyzing device of the third embodiment is shown below. 
Spacer used is a red polyester film (188 thick). 





Light measuring chamber 
thickness not corrected 


Light measuring cham- 
ber thickness corrected 


Low concentration sample 


Average 


3.5 


35 


Standard deviation 


0.89 


0.88 


Number of measurements 10 


Coefficient of variation (%) 


2.8 


2.6 


High concentration sample 


Average 


10.4 


10.5 


Standard deviation 


0.19 


0.16 


Number of measurements 10 


Coefficient of variation (%) 


1.8 


1.3 1 



The coefficient of variation of the red polyester film thickness was found to be 0.3%. 

(Example 5) Measurement of glucose in blood 

The result of measurement of glucose in blood using the analyzing device of the fourth embodiment with a 150jmrv 
thick transparent polyester film as the adjuster and a SOfirrvthick red polyester film as the spacer is shown below. The 
measuring wavelength was 560 nm. 
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The hole diameter of the optical -measuring portion in the adjuster is 6 mm, and that of the first optical-measuring 
chamber of the spacer is 4 mm. 





Light measuring chamber 
thickness not corrected 


Light measuring cham- 
ber thickness corrected 


Low concentration sample 


Average 


89.8 


90.0 


Standard deviation 


1.98 


1.34 


Number of measurements 10 


Coefficient of variation (%) 


2,2 


1.6 


High concentration sample 


Average 


226.1 


226.5 


Standard deviation 


3.84 


2.27 


Number of measurements 10 


Coefficient of variation (%) 


1.7 


1.1 



The coefficient of variation of the red polyester film thickness used as a spacer was found to be 0.7%. 

20 

(Example 6) Effect of oxygen supply 

A sample-treating chamber of the analyzing device was applied with the totiowi ng reagents and then dried. A plasma 
whose glucose concentration is known was applied as a sample onto the sample-receiving port and transferred to the 

25 sample-treating chamber where it was mixed with the reagents. The sample was further moved to a sample-treating 
chamber having an oxygen-supply capability and was reacted there for one minute. After this, the sample was fed to the 
opticaJ -measuring section where its optical density was measured. For comparison, the plasma with the same glucose 
concentration was mixed with reagents in the sample-treating chamber and allowed to stand for one minute, rather than 
transferring it to the sample-treating chamber for oxygen-supply. Then the sample was moved to the optica] -measuring 

3o section where Us optical density was measured. This experiment uses PTFE type litter T-100A (produced by Toyo Roshi) 
as tine gas-permeable f 9m. 

The result of this test is that when the oxygen-supply treatment chamber is not used, there is a lack of oxygen and 
the reaction is halted in the process. 

35 - Prescription for reagents: 



Glucose oxidase: 


1800 U 


Peroxidase: 


1000 U 


ArnkK»rrtipyrine: 


20 mg 


Sodium-1 -naphthol-S.e-disulfonate: 


30 mg 


0.1M phosphate buffer solution: 


1.0 ml 
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Glucose concentration (md/dl) 


Optical density 




Oxygen supplied 


Oxygen not supplied 


0 


0.01 


0.01 


80 


0 173 


0.170 


195 


0.397 


0.207 


290 


0589 


0.215 



(Example 7} Comparison between plasma extracted by the analyzing device of this invention and plasma obtained by 
centrrfugation 

In the analyzing device of this invention having a filter with corpuscle- separation, a sample-treating chamber was 
applied with triglyceride reagent and dried. The concentration of triglyceride gas measured in an optical-measuring 
chamber, A membrane filter having inclined pores which is made of polysutfonic acid ether was used. For comparison, 
a plasma obtained by centrifuging the same amount of whole blood was applied directly onto the sample receiving port, 
which gas not provided with a filter. 

5 jil of reagents as prescribed below was applied onto the sample-treating chamber as the triglyceride measuring 
reagent and dried at 40 °C for 30 minutes. 



GlyceroWehydrogenase: 


1000 u 


Lipoprotein lipase: 


500 U 


p-NAD (Nicotinamide adenine dinucteotide): 


40ng 


WST-3 (produced by Dojindo Laboratories): 


30ng 


0.1M HEPES buffer solution (PH 8.0): 


i 1ml 



The results of measurement of optical density are tabulated below. Five measurements were taken and averaged. 



Triglyceride concentration 


Optical density 




plasma extracted by analyz- 
ing device of this invention 


plasma obtained by centrrfugation 


100mg/dl 


0.78 


0.79 


200 mg/dl 


1.05 


1.07 


400 mg/dl 


1.63 


1.61 



As described above , the plasma extracted by this analyzing device exhibited a similar color to that of plasma extracted 
by centrrfugation. 

With tfiis invention, it is possible to attain high level of precision in analyzing a liquid sample through a series of 
reaction and measuring steps without being affected by physical properties of the sample. It is also possfcle to provide 
a biological fluid analyzing device that allows measurements to be made easily and an analyzing method using such a 
device. 
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Claims 

1. A biological fluid analyzing device lor analyzing biotogicaJ fluid by measuring optical characteristics of a sample, 
comprising: 

a sample-receiving port; 
a pump-connection port; 

between the sarnple-receivtng port and me pump-connection port, either a combination of at least one sample- 
treating chamber and at least one optical-measuring chamber or at least one sample-treating and optical-measuring 
chamber; and a pathway interconnecting these ports and chambers. 

2. A biological fluid analyzing device according to claim 1 , wherein, between the sample receiving port and the pump 
connection port, there is at least one waste liquid reservoir chamber in addition to the combination of at toast one 
sample-treating chamber and at least one optical-measuring chamber, or at least one sample- treating and optical- 
measuring chamber 

3. a biological fluid analyzing device according to claim 1 or 2, wherein at least one of the sample-treating chambers 
is provided between the optical-measuring chamber and the pump-connection port. 

4. A biological fluid analyzing device according to Claim 1,2 or 3. comprising an upper plate and a lower plate, wherein 
the upper plate is provided with a sample-receiving port and a pump-connection port, and either the upper or lower 
plate is provided with a) a combination of at least one sample-treating chamber and optical-measuring chamber or 
b) at least one sample-treating and optical-measuring chamber, with or without a waste liquid reservoir chamber, 
and a pathway connecting these chambers. 

5. a biological fluid analyzing device according to claim 4, wherein at least a portion of the upper plate corresponding 
to the optical -measuring chamber is light-reflective and at least a portion of the lower plate corresponding to the 
optical-measuring chamber is HgM-trarwnissrve. 

6- A biological ftiid analyzing device according to claim 4, wherein at least a portion of the upper plate corresponding 
to the optical-measuring chamber is light-transmissive and at least a portion of the lower plate corresponding to the 
optical-measuring chamber is light -reflective. 

7. A biological fluid analyzing device according to claim 4, wherein at least portions of the upper plate and the lower 
plate corresponding to the optical-measuring chamber are light-transmissive. 

8. A biological fluid analyzing device according to Claim 1 . 2 or 3. comprising a spacer, an upper plate and a lower 
plate, wherein the spacer has formed therein as through-holes a) a combination of a sample-treating chamber and 
an optical-measuring chamber or b) a sample-treating and optical-measuring chamber, with or without a waste Squid 
reservoir chamber, and a pathway connecting these chambers, wherein the sample-receiving port and the pump- 
connection port are provided in either the upper or lower plate. 

9. A biological fluid analyzing device according to claim 8, comprising an upper plate, a spacer, an adjuster and a lower 
plate, wherein between the spacer and the lower plate is clamped the adjuster which has formed therein as through- 
holes either a) a combination of a sample-treating chamber and an opbcal-measuring chamber or b) a sample- 
treating and optical-measuring chamber, with or without a waste liquid reservoir chamber, and a pathway connecting 
these chambers, and whose optical-measuring chamber is larger than the optical-measuring chamber of the spacer. 

10. a biological fluid analyzing device according to any one of Claims 4 to 9, further comprising an optical characteristic 
correction reference region. 

11. a biological fluid analyzing device according to claim 1 0, wherein at least a portion of the upper plate corresponding 
to the optical-measuring chamber and/or the optical characteristic correction reference region is lignt-reftective, and 
at least a portion of the lower plate corresponding to the optical-measuring chamber and/or the optical characteristic 
correction reference region is light-transmissive. 

1 2. A biological fluid analyzing device according to claim 1 0, wherein at least a portion of the upper piate corresponding 
to the optical-measuring chamber and/or the optical characteristic correction reference region is light-transmissive, 
and at least a portion of the lower plate corresponding to the optical-measuring chamber and/or the optical charac- 
teristic correction reference region is light-reflective. 
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IX A biological fluid analyzing device according to claim 10. wherein at least portions of the upper plate and the tower 
ptate corresponding to the optical-measuring chamber and/or the optical characteristic correction reference region 
are cpticaMransiriissive. 

14 A biotogical fluid analyzing device according to any one of Claims 1 through 13, wherein a gas-permeable film and 
an air layer isolated by the gas-permeable f Hm are provided on at least one of the sample-treating chambers, 

15. A biological fluid analyzing device according to any one of daim 1 through H, further comprising a blood corpusde- 
separating portion which is made of a fitter through which blood corpuscles cannot pass, the filter being installed 
under the sarrple-receivtng port and securely held at its outer periphery by a retaining portion. 

16. A biological fluid analyzing device according to claim 15, wherein the pathway is formed with an air hole at a point 
following the fitter. 

17. a biological fluid analyzing device according to any one of claims 1 to 16 wherein the pathway is capillary, 

1& A biological fluid analyzing method using the biological fluid analyzing device of any one of claim 1 through 17, 
composing the steps of: 
applying a sample to the sample receiving port: 

moving the sample in a predetermined order by suction or pressure from a pump connected to the purrp^connection 
port; 

treating the sample with reagents applied to the sample-treating chamber; 

moving the treated sample to the optical-measuring chamber provided near the sample-treating chamber; and 
measuring optical characteristics of the sample. 

19. A biological fluid analyzing method using the biological fluid analyzing device of daim 10 having the optical char- 
acteristic correction reference region, comprising the steps of: 

measuring optical characteristics of the spacer through the optical characteristic correction reference region; 
deterrrining thickness of the spacer; 

taking the thickness of the spacer as thickness of the optical-measuring chamber; and 
correcting a light path length in me optical-measuring chamber. 

20. A Wood corpuscle separating method using the biological fluid analyzing device of claim 15 or 16, wherein whole 
blood, after having been applied onto the sample-recerving port, is drawn in by suction from the pump-connection 
port 

21 A biological fluid analyzing method according to claim 1 8 or 1 9. wherein the measurement of optical characteristics 
to be made in the optical-measuring chamber is performed in such a manner that after measurement is made on 
a sample before color generation reaction, the color-generated sample is measured. 

22 A biological fluid analysing device of laminar form comprising at least two layers, a fluid pathway being provided in 
one of the layers or partly in each of the layers or between adjacent layers, the pathway leading from a first port to 
a second port, the pathway affording at least two chambers along its length, at least one of the said chambers being 
provided with at least one light passage means, e.g. a transparent wall, whereby a change in optical properties of 
material located in the said chamber can be detected or measured from outside the device. 

23. A device as claimed in daim 22 characterised in that the chamber other than the one provided with light passage 
means, the treating-chamber, contains a reagent for treating the sample to be tested. 

24. A device as claimed in claim 23 characterized in that the reagent is localized within the said treating-chamber. 

25. A device as claimed in daim 22, 23 or 24 characterized in that f Hter means are located in the said pathway adjacent 
one of the ports. 

26 A device as daimed in any one of claims 22 to 25 characterised in that the wall of at least a portion of the said 
pathway or chambers is provided by a gas permeable liquid impermeable membrane which is in contact with an air 
layer whereby oxygen can pass through the membrane into the pathway or chamber. 
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